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1. Create New Experiment 


6 Create an Experiment for analysis and sorting. 


After Login and Automatic Calibration are completed, 

the Create Experiment window will appear. It is 

possible to create a Blank Experiment, import a eqgreres 

previous experiment, or open a template. b 


a. Name your experiment in the Experiment 


Information section. 

b. Add marker names to channels you will be using 
and select corresponding fluorochrome. 

c. Ensure FSC and BSC are enabled in height, area d 
and width. For all unused parameters, deselect 


area. 


d. Verify that all lasers are checked and on. 


e. When finished, click Create New Experiment. 
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eS New Experiment Startup Procedure. 
This dialog box appears after pressing Create Experiment in the previous window. 


Start acquiring first tube: Redirects to 
the main window and creates the first 
tube for data acquisition. This option is 
recommended if sorting solely based on 
scatter, or one fluorescent parameter 
where no compensation would be 
necessary. 


Start compensation wizard: Opens the compensation wizard to calculate compensation 
in preparation for measurement. This option is recommended every time there is more than 
one fluorochrome used in combination on the SH800 due to colinear lasers. 

See SONY Calculating Compensation SOP for more information. 


2. Acquisition Conditions 
Data acquisition and recording is done in the Acquisition tab of the Experiment/Acquisition 
control pane shown in the main window. 

@ Before you load a sample, select the appropriate sample stop condition. 


Note: Unless a stop condition is selected, the instrument will continue acquiring the sample until the 
user manually stops the run. Data recording is all controlled by selecting record. The sample stop 
condition does not control whether or not events are recorded. 


None: acquisition will stop when the user manually stops. Data will not be recorded 
automatically. 


Recording: a recording stop condition must be selected. 
None: recording will stop after clicking record stop. 
Elapsed Time: a specific amount of time must be entered. 
Event Count: type the number of events to be recorded. 
Gated Event Count: type the number of events to be recorded within a specific gate. 


Sorting: Sample acquisition stops when the sorting stop condition is satisfied. Data will not 
be recorded unless record is selected. 


Recording & Sorting: Sample acquisition will stop when both recording and sorting stop 
conditions are met. 


Recording 


Elapsed Time 


Event Count 
Stop Condition 


Stop Value: 
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3. Analysis and Detection Settings 


@ Before acquiring any data assign the correct tube by right clicking and choosing “assign”. This 
will be automatic for the first tube and by clicking next tube. 


2) Rename the tube by right clicking on it and selecting “rename”. 


Create a new dot plot on the worksheet. Do this by 
selecting the new dot plot option from the worksheet 
tools tab. 
Note: Density or other plots may also be selected. Personal 
preference. Set the first plot as FSC vs BSC. 

ta) Open Detector & Threshold setting before loading the sample. 


Note: If compensation Wizard was run, do not change any 
fluorescence gains. 


Scatter and 
threshold 


Ensure sample pressure is at 4, load sample. 
: . ; . Fluorescence 
Adjust gains from the detector settings window to place 


events on scale for scatter parameters. 

Note: Be careful not to set threshold too high to avoid losing 
events of interest, or too low to avoid including smaller events 
such as cell debris. 

Draw a gate to exclude debris, as shown in the picture. Go 
to Plot Tool tab and choose the best gate type. 


Double click the gate created to open a child plot. Change 
the axis labels on the popup menu. 


Build a gating strategy to analyse your cells of interest. 


Before recording and/or sorting, check the unstained and fully stained samples to make sure all 
events are on scale and at their highest stain index via voltage titrations. 


Sample recording can be done in this step or during sorting. 
Note: Appending data is not possible after a sample recording has been done. It requires a new tube to 
be created. 


4. 2-way Sorting 


© Before you begin setting up for your sort, ensure a sample is not actively 
running. 


2) Place the appropriate collection tube holder and respective tubes in the 
sorting chamber. 2-way sorting is appropriate for 1.5 mL, 5 mL and 15 mL 
tubes. See SONY Cell Sorting Sample Preparation QRG for more details. 

3 ] From Sort Control Pane select 2-Way Tubes for Method. Load the 
Collection Device. 

4 | Choose the gated population(s) of interest in Left and/or Right Side To Sort 
and type the total number of events to collect per tube in Stop Count option. 
Note: If stop count is set to zero, it will continuously sort, regardless of number of cell 
sorted. 


Adapted from SONY Cell 
Sorter Operation’s Guide 
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In the Sort Control Pane, select the appropriate Sort Mode. There are eight different options 
that vary in purity and yield. For a bulk sorting with the highest purity, Ultra Purity Mode is 
recommended. 


Note: Check Sort Mode section for more details. 
Start or Resume acquiring data. 
Clicking Sort Start or Sort & Record Start. Sorting begins. 


When finished, please clean the instrument. See SONY SH800 Startup, QC & Shutdown SOP. 


Export the data. See SONY SH800 Data Export SOP. 


5. Sort Mode 


Purity is defined by the percentage of the number of target 
cells that are in the sorted tube. It does not take into 
considerations the total number of target cells that were in 
the sample before sorting. 


Yield is defined by the proportion of the number of target 
cells that were sorted compared to the total amount of 
target cells in the sample before sorting. 


In the first six sort modes, all target events must not share the same droplet with non- 
target events. When not specified, only one droplet is being sorted when the criteria is met. 
Sort Modes 

Single- 


cell 
(3 drops) 


Single- Ultra- 
cell Purity 


70, 100 70 and 70, 100 70, 100 70, 100 70, 100 70, 100 70, 100 70, 100 
and 130 100 um and 130 and 130 | and130 | and130 | and 130 and 130 and 130 
um um um um um um um um 


Single- Single- Bulk Bulk Bulk Bulk Bulk Bulk Bulk 
cell for cell for Sorting Sorting sorting Sorting sorting sorting sorting 
large plate with with with witha with with with 
cell sorts. highest high purity balance good great greatest 
plate purity purity in purity | yield yield yield 
sorts and and low and and 
yield purity lower lowest 
purity purity 


Suggested time 


Yield — 
Purity —= 
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[Experiment] Tab 


[Target Group] 
Contains tool buttons for specifying the sample tube used for acquisition, recording and sorting. 


[Experiment Group] 
Contains tool buttons for creating, deleting, duplicating experiments and save as a 


template. 


[Sample Group] 
Contains tool buttons for creating, deleting, duplicating sample groups and save 


as a template. 


[Tube Group] 
Contains tool buttons for creating, deleting, duplicating sample 


tubes, save as a template and applying compensation. 
[Settings and Information Group] 


Contains tool buttons for copying, pasting and displaying settings and 
information. 


[Export Group] 
Contains tool buttons for exporting recorded data for a sample tube. 


[Cytometer] Tab 


[Load/Unload Group] 
Contains tool buttons for loading and unloading the sample tube and collection tubes. 


[Light Group] 
Contains tool buttons for turning the collection stage and sample loader lights on/off 


[Cleaning Group] 
Contains tool buttons for cleaning the system fluidics. 


[De-bubble Group] 
Contains tool buttons for removing air bubbles from the sorting chip and sheath filter. 
o. o 


[Auto-calibration Group] 
Contains tool buttons for cleaning the system fluidics. 


[Temperature Control Group] 
Contains tool buttons for setting the temperature of the collection stage or sample injection 


sample. 
Collection stage can be set at 5°C only. Sample Injection chamber can be set at 5°C or 37°C 


i | [Agitate Group] 
“| Contains tool buttons for controlling the agitation of the sample. Button becomes blue if agitation is ON. 
— 


[Exchange Group] 
Contains tool buttons for changing the fluidics system components. 


[Shutdown Group] 
Contains tool buttons when shutting down the SH800S sorter hardaware or hardware and 


software. 
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[Compensation] Tab 


[Compensation Group] 
Contains tool buttons related to fluorescence compensation 

[Compensation Wizard]: Displays the compensation wizard for recording 
single stained control tubes in a compensation panel. 

[Show Matrix]: Displays the [Compensation Settings] dialog for viewing the 
spillover matrix and loading/saving the spillover matrix. 

[Apply Compensation]: Clicking this button toggles compensation on/off. 


[Worksheet and Plot Tools] Tab 


[Plot and Plot Type Groups] 
Contains tool buttons for adding, deleting and duplicating plots. 


[Display Events Group] 
Contains tool buttons for setting the number of events displayed on plots. 


[Gate Group] 
Contains tool buttons for editting gates. 


[Statistic Group] 
Contains tool buttons for working with statistics. 


[Plot View and Tool Groups] 
Contains tool buttons for copying, exporting, and changing the display of plots. 


[Index Sorting Group] 
Contains a command button for analyzing data using the index sorting function. 


[Scale Type and Axes Groups] 
Changes the type of scale displayed on axes on plots. 


[Gate Group] 
Contains tool buttons for drawing gates and edit its properties. 


[Overlay Group] 
Contains tool buttons for overlay display of plots. 
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